. ER stress and transcriptional regulation of ERome during hypoxia. (A) HCT116 and HeLa cells were exposed to 0.0% O 2 for the indicated periods of time or 1 mM DTT for 2 h. XBP1 splicing was monitored with RT-PCR. (B) HCT116 cells were exposed to 0.0% O 2 for the indicated periods of time and cleaved ATF6 detected by Western blotting. (C) HepG2 and HCT116 cells were exposed to anoxia (0.0% O 2 ), 2.5 µg/ml tunicamycin, or 0.3 µM thapsigargin for 24 h. RNA from three independent experiments was hybridized to microarrays. Heat maps showing log2 fold change in ERome transcripts relative to untreated samples are shown, sorted by functional groups. Figure S2 . Regulation of ERome transcripts during hypoxia. Heat maps representing MCF7, HT29, and DU145 ER transcriptome log2 fold changes after exposure to 0.0% O 2 for the indicated periods of time generated after analysis of published dataset. Figure S3 . Anti-HA Western blots are shown to demonstrate the migration of the complex glycosylated form on a reducing gel relative to molecular weight markers of overexpressed Flu-HA in transfected cells (analogous to what is shown in Fig. 2 B) . Transfection with GFP is shown as a negative control. Figure S4 . PERK activation is required under anoxia to prevent protein aggregation. HepG2 cells were 35 S-methionine pulse-labeled in normoxia (21% O 2 ) or anoxia (0.0% O 2 ) in the absence or presence of the VP2323 PERK inhibitor as indicated. (A) Whole-cell lysates were resolved by SDS-PAGE. (B) After pulse-labeling as described above, proteins were allowed to mature for the indicated times under normoxia or anoxia. Immunoprecipitated albumin (ALB) was resolved by SDS-PAGE under reducing or nonreducing conditions as indicated. Table S1 shows ERome transcriptional changes after ER stress and is provided as a Microsoft Excel file. Figure S5 . Oxygen deprivation preconditioning does not promote disulfide bond formation during hypoxia. HepG2 cells were incubated ("preconditioned") in 21% or 0.2% O 2 for 16 h followed by 3 h reoxygenation. The cells were [
35 S]methionine pulse labeled in normoxia (21% O 2 ) and proteins were allowed to mature in normoxia or hypoxia (0.1% O 2 ) for the indicated times after DTT synchronization. Immunoprecipitated albumin (ALB) was resolved by SDS-PAGE under nonreducing conditions.
